Transfections
NK92 cells were transfected with the BSRαEN vector encoding KIR2DL1-SHP-1 fusion proteins (Burshtyn et al., 2000; Stebbins et al., 2003) by electroporation, as described (Standeven et al., 2004) . Briefly, 5 × 10 6 NK92 cells were transfected with 5 µg DNA using the Gene Pulsar (Bio-Rad) and were placed under 1 mg/ml G418 selection 2 days later. Bulk populations were subcloned and screened for CD158a expression by FACS.
NK-Target Cell Mixing Experiments
Mixing experiments using YTS or NK92 cells expressing the 2DL1-SHP-1(DA) trapping mutant were carried out with 30 × 10 6 cells as described, except that the NaVO 3 was omitted in the lysis buffer.
RNAi Transfections
YTS-2DL1 cells were transfected with 150-300 picomoles siRNA using Amaxa technology. 2 × 10 6 YTS-2DL1 cells were resuspended in 100 µl of Amaxa Kit V, RNAi was added and the cells were immediately transfected using program O-017. Cells were incubated at 37° C for 48 hours and then assayed in a Europium based killing assay. The negative siRNA control was obtained from Dharmacon (Non-Targeting siRNA Pool #1). The CrkII sequence targeted by siRNA was GTCCCTTACGTCGAGAAGTATAGACCT. . This is a representative experiment out of 6 independent transfections, in which the average decrease in killing was 14% ± 5.6% (p = 0.002).
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